Background: A reference range for the birthweight of multiple births neonates is necessary for the assessment for intrauterine growth.
Background
Since the introduction of assisted reproductive technology, the rate of multiple births has been increasing rapidly in Japan [1] . A reference range for the birthweight of multiple births neonates is necessary for the assessment for intrauterine growth. Studies on the birthweight of twins have been conducted in many countries [2] [3] [4] [5] , and some of these studies have used hospital birth records [6] .
The aim of this research is to present a methdologic approach to constructing birthweight reference ranges for multiples based on Japanese birth certificates, and also to clarify how the population-based data are useful for creation of birthweight reference for multiple births. Results of the research would be helpful to perinatologists for evaluating intrauterine growth of multiples, and for evaluating twin percentile rank at birth.
Methods
In Japan, birth, death, and stillbirth certificates are currently stored in data files on magnetic tapes. These certificates are filed in the city health department and changed into computerized files in Ministry of Health, Labour and Welfare of Japan. This database contains sex, birthweight, gestational age, parity, ages of father and mother. The database is limited because twins are not linked to each other and information about mode of conception ie. spontaneous or iatrogenic is not available from database.
From these tapes, we identified 66,005 twins, 1,894 triplets and 206 quadruplets who were born in Japan between 1988 and 1991. Because mean birthweight of Japanese neonates is declining year by year [7] , comparison of birthweight between multiple births and singletons [8] should be done between the birth of the same period, which is around the year 1990.
Unlikely combinations of birthweight and gestational age were defined within each stratum of multiplicity, gender and gestational age as recorded with birthweight more than 3SD from the mean.
Because the database was limited and twins were not linked to each other, these twins were arranged into pairs in order to determine twin pairs are like-sexed or unlikesexed. Both pairs were born in the same municipality, within 10 days of each other to parents of the same age. By this method, 32,232 livebirth-livebirth pairs of twins were selected for analysis in this study. According to Weinberg's formula [9] , the estimated values of monozygotic and dyzygotic pairs were 18,830 and 13,402 respectively.
To calculate the mean birthweight and the standard deviation, 50 grams were added to the recorded birth weight because birth weight is recorded every 100 grams, which does not exceed actual birthweight value. To calculate the mean gestational age and the standard deviation, 3.5 days were added to the recorded gestational age because gestational age is recorded at full weeks which do no exceed actual gestational age.
Significance of differences in mean values of gestational age and birthweight was statistically analyzed using student t-test for 2 groups and ANOVA for 3 groups and more. Significance of differences in median values was not statistically tested. Figure 1 illustrates the 10 th birthweight percentile value calculated from a histogram of birthweights from 38 cases of male triplets with gestation of 29 weeks. The number of the cases was smaller than that of twins in each gestational week. Shadowed area corresponds to lower 10% of relative cumulative frequency. The right side of the shadowed area corresponds to 10 th percentile value of male triplets with gestation of 29 weeks. 50 th and 90 th percentile birthweight values were determined in the same way. The number of subjects used to calculate these values is shown on Table 1 . Gestational age of 42 weeks is certainly too long for twins, but they are not supposed to be caused by errors in filing data but are considered to be clinically rare cases.
The percentiles obtained for twins were smoothed using the cubic spline function [10] , while those of triplets and quadruplets were smoothed using quadratic or cubic polynomial functions with the smaller sum of the square residuals.
Results
The mean gestational age and birthweight were analyzed according to gender, birth order, parity, and gender combination within the pair (Table 2) . Female, multiparous, and unlike-sexed pairs were found to exhibit the longer gestational age. Male, multiparous, 1 st born and unlikesexed pairs were found to have heavier birthweights. Differences by parity were twice as large as sex difference. Males of unlike-sexed pairs exhibited the heaviest birthweight, followed by males of unlike-sexed pairs, females of unlike-sexed pairs, females of like-sexed pairs. Differences of mean values between/among groups stated above were all statistically significant. Birthweight according to the gestational age of twins as calculated in our study are shown in Figures 2 and 3. Males were heavier than females, and average difference through overall gestational ages was 70 grams for primipara and 90 grams for multipara (Table 3) .
Median birthweight curves of multiple births were compared with that of singletons as reported by Ogawa [8] . At Shadowed area is 10% of the total area. gestational ages of less than 34 weeks, the mean birthweight of twins was 150 grams lighter than that of singletons. This difference increased to 500 grams at 40 weeks of gestation.
In multiple birth neonates, the median birthweight according to gestational age was found to be the greatest in twins, followed by triplets and quadruplets (Figures 4  and 5 ).
In triplets, the 50 th percentile of birthweight was 0.08 kg heavier in boys than in girls ( Figure 6 , Table 4 ). In quadruplets, only a small difference was observed between boys and girls, except for 27 weeks of gestation ( Figure 7 and Table 4 ). For triplets and quadruplets, sample size was too small for calculation of birthweight percentile values by parity and also by gestational age less than 27 weeks.
Discussion
Population-based data are used in the analysis in many countries. Reference birthweight is calculated from population-based data in Canada [2] . Data were obtained from vital statistics of health department birth registrations. Birth weight percentile values were calculated with each stratum of multiplicity, gender, and gestational age. The population-based reference birthweight was also created in Norway [4] from Medical Birth Registry. Percentile value for each gestational week was smoothed assuming a normal distribution. These studies clarified that population-based data are useful for production of reference birthweight.
We found that the birthweight of twins born after 34 weeks of gestation was greater than that calculated by Fukuda [6] . This discrepancy is thought to be because Fukuda obtained data from a hospital specializing in high risk pregnancy, which are not suitable for creating reference which IUGR of multiple birth is diagnosed. Population-based data is with large sample size and with less bias as high risk pregnancy, while quality of data such as gestational age is higher in hospital-based data.
Gestational age is thought to be influenced by gender, placentation, zygosity and parity. Preterm delivery of boys is thought to be related to the production of androgenic hormones, which disturbs the endocrine balance that controls the initiation of labor [12] . According to Bleker [11] , dichorial twins exhibited a longer gestational age than monochorial twins, and multiparous twins exhibited longer gestational ages than primiparous twins.
MacGillivray [12] found that the gestational age of MZ is shorter than that of DZ, and that the gestational ages of males is shorter than that of females. These results are consistent with those of our study. With zygosity, preterm delivery of MZ often accompanies preterm membrane rupture due to either acute hydroamnios or weakness in the membranes [12] . More than half of MZ twins are with monochorionic membranes and monochorionic membranes are weak because they are shared by both twins, thus shortening the gestational ages of MZ twins [12] .
Our study shows that gestational age of like-sexed twins is shorter than that of unlike-sexed, and that of males is shorter than females. In our data, unlike-sexed twins are all DZ, and 73.7% of like-sexed twins are MZ calculated from Weinberg's formula [9] . Average gestational age of like-sexed twins is more similar to MZ in our study than to DZ.
With parity, the amount of distention tolerated by the uterus at a given time during pregnancy is greater in multiparae than in primiparae whose gestational ages are shorter [11] .
Median birthweight values of Japanese twins were compared with those of singletons derived from database in which birthweights were rounded to 10 g.
According to the report by Karn [13] , twins exhibited greater weight deficit than singletons after 30 weeks gestation. According to the report in Naeye [14] , after 33 weeks gestation, the mean weight of twins is markedly less than that of singletons. Blecker et al [11] reported that the difference in weight between twins and singletons at 39 to 40 weeks is about 600 grams. Figure 4 Median birthweight of neonates of multiple births (male)
Median birthweight of neonates of multiple births (male)
The median birthweight curves of the subjects in this study, which are similar to those of McKewn et al [15] , suggest that growth limitation within the uterus becomes more marked with increasing numbers of fetuses. Besides, median birthweight curves created by McKewn et al are not population-based and do not contain iatrogenic multiples.
According to the report by Naeye et al [14] , the mean birthweight of males is approximately 80 grams heavier than that of that of females at 24-26 weeks of gestation, increasing to 150 heavier at 40 weeks of gestational age. The difference of birthweight between males and females was found to differ less in twins than in singletons [11] .
Our study found that this sex difference was almost the same within twins and singletons (Figures 2 and 3 ).
The birthweight of twins differs according to sex composition. Unlike-sexed twins were found to be 63 g to 141 g heavier than like-sexed twins [13, 16, 17] .
The influence of sex on birthweight is less significant than the influence of sex combination, as reported by Corney et al [17] . Corney et al also found that monochorial twins are lighter than dichorial twins [17] , and that monochorial twins use their placenta less effectively. The low birthweight of MZ is attributed to the placenta itself [18] .
Median birthweight of neonates of multiple births (female) Figure 5 Median birthweight of neonates of multiple births (female) Bleker [11] reported that the influence of parity to birthweight is grater than that of gender. They found that multiparous neonates were heavier at birth because of increased ability of the uterus to distend that subsequently permits more intrauterine growth. According to the report by Asaka [19] , the mean birthweight of first-born twins is 52 g larger than that of second-born twins, a result consistent with our findings.
According to the concept of "total fetal mass", in which all the fetuses are included, it is actually greater in twins and higher order multiples. In this point of view, Multiples as total fetal mass are actually growth promoted. Smaller size is considered to reflect fetal adaptation to the inability of the uterus to nurture the larger fetal mass [20] .
The fetus is affected by the limitation of uterine expansion in the later gestational weeks, but any growth retardation is recovered after birth [21] . Intrauterine growth standards are referred to in the assessment of birthweight according to gestational age. If birthweight reference for singletons are used for the assessment of intrauterine growth of multiple births, considerable part of them are misclassified as IUGR even if they are with adequate intrauterine growth as multiples. This report showed a birthweight reference range for exclusive use in the assessment of multiple births. This study considers only live-born twins. Analysis of the birthweight of twins who die in utero is in progress.
Conclusions
Birthweight reference curves for multiple births can be developed using population-based data better than using other kind of data sources. Results of the present study can be used for assessment of multiple births whether they are really growth retarded or with appropriate intrauterine growth as mutiples. These results are helpful to clinicians to provide adequate care for the multiples.
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